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FIG.5C 




FIG. 6C 



FIG. 6D 
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Design DNA Coding 
Sequence 327 bp 



Synthesize Oligonucleotide 
Elements 



Drop Dialysis Against 
Distilled Water/Quantitation 



Purification of Oligos 



Dry 10 nmole of Each Oligo 
in Speedvac 



Heat for 20 min at 65°C to 
inactivate the Kinase 



Pool Oligos and Boil for 10 
min 



Add T4 DNA Ligase and 
Additional Buffer and 
Incubate at 16^ 0 Ovemight 



PhenoliChloroform 
Extract/EtOH Precipitate 



Resuspend in T4 DNA Ligase 
Buffer 



Treat with T4 Polynucleotide 
Kinase for 2 hrs at 37°C 



Anneal for 20 min at 70° C 



Cool on Ice 



Dissolve in Distilled Water 



Run Low-Melting Agarose 
Gel 



Preparative PGR 



Exercise 327bp Band 



Recover/Purify Dissolve DNA 
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PGR Product 



I 



Blunt-End Clone 
(Stratagene Kit) 



Plasmid Prep on Selected 
Clone 



Digest with Hind III ancKXho 
I and Ligate to pFLAG-1 



Transform E/ooll isolate 
and Identify/Recombinant 
Clones (Exper. and BAP 
Yontrol) 



Seed/Small-Scale Shake 
Cultures 



iduce Express with IPTG 



Prepare Crude Periplasmic 
Extract 



Anti-HIV Bioassay and 
FLAG Dot-Blot 
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Periplasmic Extract of IPTG 
Induced Cultures 



Load Onto Affinity Column 



Wash Through E. coli 
Proteins 



Elute Bound Fusion Protein 
with EDTA 



Dialyze Against Water and 
Lyophilize 
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